Transfection by electroporation with the MaxCyte STX transfection system
This protocol describes 1x electroporation (EPO) for adherent cells (HeLa S3 & HCT116) . To identify if a cell line has an INF response compare cells electroporated with DNA to cells mock electroporated without DNA. Use independent electroporations as replicates.
Prepare 5x10
6 cells per electroporation for the day of transfection in square plates. Scale up or down the cell number according to the number of EPOs you want to perform.
• Remove Medium completely • Wash cells carefully with 8 ml 1xPBS, remove PBS completely • Add 8 ml 1xTrypsin to the cells to cover the plate completely • Incubate cells at 37°C until they completely detach • Add 12 ml Medium to the cells, resuspend and collect them in a 15 ml or 50 ml to a total of 100 µl • Add 100 µl of the cell suspension into 1x OC100 MaxCyte cuvette and use default settings for electroporation (e.g. Hela or HCT-116) or Optimization protocols for cell lines if no pre-set protocol is available (test before, which optimization protocol fits best for your cell line).
• Transfer the 100 µl of cell suspension immediately to a 1x75 pre-warmed flask without adding medium (cells recover without the addition of any medium) • Incubate cells @ 37°C; 30min.
• Add an appropriate amount of pre-warmed medium without antibiotics to the cells, resuspend and plate at 1x10 6 cells per well in a pre-warmed 6-well plate.
Harvesting after electroporation • Discard flow through • Wash column with 700 µl RW1 (30s, 10,000xg), discard flow through, • Wash column with 500 µl RPE (30s, 10,000xg), discard flow through, • Wash column with 500 µl RPE (2 min, 10,000xg), • Place column into new collection tube, spin for 1 min at full speed
